Abstract
Materials and Methods
validation of immune response assays". supplemented with 10% fetal bovine serum (Optima, Atlanta Biologics), 2mM L- Non-essential Amino Acids (Corning), and 1x Antibiotics/Antimycotics (Corning). Acids (Corning), and 1x Antibiotics/Antimycotics (Corning). IL-4 for 5-6 days, as previously described (10). In brief, freshly isolated PBMCs obtained Technologies) were subjected to CD14+ magnetic bead positive selection using the MojoSort Human CD14 Selection Kit (BioLegend). Purified CD14+ monocytes were 3 9 3 cultured in complete RPMI supplemented with 100ng/mL each of recombinant human 3 9 4
IL-4 and GM-CSF (PeproTech) at a cell density of 2e6 cells/mL. After 24hr of culture, cytokines. Suspension cells ("moDCs") were harvested after 5-6 days of culture and 3 9 7
were consistently CD14-, CD11c+, HLA-DR+, DC-SIGN+, and CD1a+ by flow and generated from infectious clones (ic) as previously described (52-54). The DENV2 4 0 9 ic was generated in the Baric laboratory in a similar manner to the DENV1, DENV3 and 4 1 0 DENV4 ic. The generation and characterization of the DENV2 S16803 ic will be 4 1 1 described in a future publication. WNV and ZIKV were titrated by plaque assay on Vero 4 1 2 cells with a 1% agarose overlay and crystal violet counterstain, as previously described 4 1 3 (50). DENV was titrated by focus forming assay as previously described (54). moDCs and incubated at 37°C for 3-72 hr. on Vero cells with a 1% agarose overlay and crystal violet counterstain, as previously linkage and modules were assigned using the dynamic tree-cutting algorithm (module The raw data of all RNA sequencing will be deposited into the Gene Expression Omnibus (GEO) repository and the accession number will be available following Flow cytometry. Cells were prepared for analysis as previously described (10). In brief, software (BioRad) and prepared for publication using Adobe Illustrator. Primary antibodies are listed in S1 Table. Statistics. All statistical analysis was performed using GraphPad Prism version 8 (when comparing more than two groups lacking paired measurements), a Wilcoxon test The Georgia Research Alliance (M.S.S). The funders had no role in study design, data 4 9 0 collection and analysis, decision to publish, or preparation of the manuscript. Acknowledgements.
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